INTRODUCTION Collection of Embryos
3. Collect Drosophila embryos (for 20-24 h at 25°C) on small apple (or grape) juice plates.
4.
Dechorionate the embryos by immersing them in 50% bleach for 3-5 min. Squirt the bleach directly onto the plate.
5.
Strain the embryos through Nytex mesh and rinse with plenty of water.
6.
Transfer the embryos to a fresh juice plate by gently blotting the mesh that contains the embryos onto the plate.
Avoid transferring the embryos in large clumps, because this makes it more difficult to select the desired animals.
7.
Under a dissecting microscope, select the desired stage of embryos and transfer them with a plastic probe to the sticky tape in the dissection arena (see Step 2). Transfer the embryos so that their anterior ends are pointing toward the top of the slide.
Not all of the embryos are likely to make it through the entire procedure, so be sure to transfer more than you think you will need. To be sure to have 10-12 stained embryos at the end of the procedure, you will need to transfer ~20 embryos.
Dissection
8. Using a plastic probe or the blunt side of a tungsten dissecting needle, position the embryo ventral side down on the sticky tape. Gently roll the embryo, if necessary.
9. Using a P1000 pipette, cover the embryos with ~0.5 mL of PBS.
10.
Under the dissecting microscope, gently insert the tungsten needle into the posterior third of the embryo and pierce the vitelline membrane.
11. With a smooth motion, push the needle toward the anterior end of the embryo.
This should release the embryo from the vitelline membrane and the embryo should now be attached to your needle.
12.
Place the embryo on the glass surface of the dissecting slide and push down gently with the needle to allow the embryo to adhere to the glass. 
Prepare primary antibody incubation as follows:
i. Prepare 2 mL of the desired primary antibody diluted in PBS containing 5% normal goat serum chilled to 4°C.
ii. Remove as much of the blocking solution as possible without uncovering the embryos.
iii. Slowly add the antibody using a P1000 pipette until you have used the entire 2 mL. At the same time as you add antibody, you must also slowly remove antibody solution with the vacuum aspirator or second pipette.
iv. Leave ~0.5 mL of primary antibody solution on the embryos.
20.
Incubate in primary antibody for 30 min at 4°C.
21.
Wash with 5 mL of cold PBS to remove the primary antibody.
This should take 2-3 min with constant addition and removal of the PBS until the 5 mL is depleted.
22.
Fix the embryos with 4% paraformaldehyde in PBS for 15 min at 4°C.
Wash with 5 mL of cold PBS.
The following steps can be performed at room temperature.
24.
Incubate in secondary antibody diluted in PBS containing 5% goat serum.
25.
Wash with 5 mL of PBS. Leave for 5 min.
26. Repeat the wash.
27. Remove as much of the wash solution as possible and place a small drop of 70% glycerol in PBS over the embryos.
28.
Cover with an appropriate sized glass coverslip. 
